Introduction
During the process of human aging, cellular degeneration and a partial loss of physiological function occurs in various tissues. There is increasing evidence, that age-associated changes in tissue functions can be triggered by the appearance of senescent cells in various tissues, e.g. vascular tissue of elderly donors (Vasile et al., 2001) . Cellular senescence is believed to be an important mechanism for preventing the cells from becoming malignant. However, senescent cells can also have detrimental effects on their microenvironment and neighboring cells due to the deregulation of their metabolism and changed composition of secreted proteins (for review see Campisi and d'Adda di Fagagna, 2007; Chen and Goligorsky, 2006) . The altered secretome of senescent cells has been previously referred to as the senescence-associated secretory phenotype (SASP; Coppe et al., 2008) and the senescencemessaging secretome (SMS; Kuilman and Peeper, 2009) , respectively. The secretome of senescent cells is complex and includes factors that are involved in senescence-associated proliferation arrest (IGF-I; Ferber et al., 1993 and IGFBPs; Wajapeyee et al., 2008) , immune regulation (cytokines and chemokines; Maier et al., 1990) , and extracellular matrix remodeling (MMP-1 and -3; Krizhanovsky et al., 2008) . Fibroblasts play a central role in tissue processes, especially in the skin, not only because of their involvement in the reorganization of the extracellular matrix but also due to their role in the communication between different cell types, mediated mainly through the secretion of proteins with extracellular function, such as cytokines. Senescent fibroblasts have been shown to produce less collagen and to secrete increasing amounts of matrix-degrading enzymes during aging in vitro (Campisi, 1998; Toussaint et al., 2002) . This is in agreement with in vivo findings, showing that the skin of aged individuals has a decreased content of collagen, leading to changes in skin morphology. In studies with skin biopsies from humans and non-human primates, an age-related increase of senescent cells was observed in vivo (Dimri et al., 1995; Herbig et al., 2006; Ressler et al., 2006) , and this may account for the age-related changes in skin morphology. Therefore, identification of the nature of proteins secreted by senescent fibroblasts becomes important for a better understanding of aging processes and the development of agerelated diseases.
In this communication, we used liquid chromatography tandem mass spectrometry (LC-MS/MS) proteomic technique to analyze the secretome of young and senescent human diploid fibroblasts (HDFs). We identified 26 extracellular proteins with differential abundance in supernatants of young and senescent cells. Among these, insulin-like growth factor binding protein-6 (IGFBP-6) was chosen for further analysis.
IGFBP-6 belongs to the family of six high affinity IGF binding proteins (IGFBP-1 to -6), which play an important role in the distribution and modulation of biological effects of IGFs (Firth and Baxter, 2002; Jones and Clemmons, 1995) . IGFBP-6 is a relatively new member of the IGFBP family, with a unique about 50-fold preferential binding affinity for IGF-II relative to IGF-I (Bach, 1999; Roghani et al., 1989 Roghani et al., , 1991 . This feature makes it a very potent inhibitor of IGF-II actions, which is of particular interest especially for growth inhibition of IGF-II-dependent tumors, such as neuroblastomas (Grellier et al., 1998) , rhabdomyosarcomas (Gallicchio et al., 2001) and colon cancer (Kim et al., 2002) . IGFBP-6 is expressed predominantly in quiescent, non-dividing cells (Ewton and Florini, 1995) and during differentiation of diverse cell types, such as neuroblastoma-derived cells or prostate cells (Chambery et al., 1998; Lipinski et al., 2005) . IGF-independent effects of IGFBP-6 were also reported, including modulation of cell migration (Fu et al., 2007 (Fu et al., , 2010 and induction of apoptosis (Iosef et al., 2008) . In addition to IGFBP-3 and -5, which both possess functional nuclear localization signals (NLS; Schedlich et al., 2000) , NLS was also identified in the Cterminal domain of IGFBP-6. It was shown, that IGFBP-6 can be actively imported into the nuclei of rhabdomyosarcoma and HEK-293 cells, and nuclear translocation seems to be required for its IGFindependent apoptotic effects (Iosef et al., 2008) . Many studies show regulation of IGFBP-6 predominantly in conditions consistent with its growth inhibitory and proapoptotic effects (for review see Bach, 2005) . However, there are studies indicating that in some situations, IGFBP-6 is associated with proproliferative (Schmid et al., 1999) and/ or protective effects (Beilharz et al., 1998) ; however, these IGFBP-6 actions are not clearly understood.
Insulin/IGF signaling plays a major role in determining the rate of aging in many species (Bartke, 2005; Rincon et al., 2005) , although the precise role of IGFBPs in this process remains to be elucidated. In our previous work, we studied the role of IGFBP-3 in the senescence response of endothelial cells (Hampel et al., 2006; Muck et al., 2008) , indicating that IGFBP-3 acts as an antiproliferative and premature senescence-inducing protein. Accumulation of IGFBP-3 in conditioned medium of senescent human fibroblasts was also reported (Goldstein et al., 1991; Moerman et al., 1993) , where it contributes to the growth arrest phenotype of these cells (Grigoriev et al., 1995; Hampel et al., 2004 Hampel et al., , 2005 . The role of IGFBP-6 in cellular senescence was not studied yet. However, increased levels of IGFBP-6 protein were detected in conditioned medium of human fibroblasts made prematurely senescent by exposure to H 2 O 2 (Xie et al., 2005) . In the same work, upregulation of IGFBP-6 protein was also observed in the plasma of aging mice and of young mice treated with doxorubicin, which leads to a premature senescence phenotype. In this communication, we focused on the role of IGFBP-6 in cellular senescence in HDFs. We depleted and/or overexpressed IGFBP-6 in primary human fibroblasts using a lentiviral approach. Our data suggest that IGFBP-6 depletion has detrimental effects on HDFs and leads to decreased proliferation, increased cell death and early occurrence of senescence. In contrast, IGFBP-6 overexpression had protective effects on HDFs and markedly delayed the onset of senescence.
Materials and methods

Chemicals
Urea, thiourea, tris, SDS, glycine, acrylamide, bis-acrylamide, TEMED, bromophenole blue, CHAPs, dithiothreitol (DTT) and iodoacetamide (IAA) were purchased from Bio-Rad. Sequencing grade trypsin was purchased from Promega. All other chemicals were purchased from Sigma unless indicated otherwise.
Cell culture
Two different pools of human primary diploid fibroblasts (HDFs) were obtained from ATCC (American Type Culture Collection). Each pool consisted of HDFs isolated from several different newborn donors. Cells were cultivated in Dulbecco's modified Eagle's medium (DMEM; Sigma), supplemented with 10% heat-inactivated fetal calf serum (FCS; Biochrom), 4 mM L-glutamine and 100 U/ml penicillin with 0.1 mg/ml streptomycin (Gibco Invitrogen). HDFs were serially passaged until they reached replicative senescence. Population doublings (PDL) were estimated using the following equation: n = (log 10 F À log 10 I)/0.301 (with n = population doublings, F = number of cells at the end of one passage, I = number of cells that were seeded at the beginning of one passage). After roughly 45 population doublings, the cells reached growth arrest. The maximal number of population doublings achieved by untreated HDF was set 100%, and used to calculate the percentage of lifespan completed for each culture. In particular, this procedure was used to determine the percentage of elapsed lifespan at the time when cells were transduced with vectors for IGFBP-6 overexpression and knockdown, respectively (see text). The senescent status was verified by in situ staining for senescence associated-b-galactosidase as described (Dimri et al., 1995) . For production of lentiviral particles, HEK-293FT cells (human embryonic kidney 293 cells expressing the large T-antigen of SV40; Invitrogen) were maintained in DMEM (10% not-heat-inactivated FCS, 4 mM Lglutamine, 100 U/ml penicillin, 0.1 mg/ml streptomycin). U-2OS human osteosarcoma cells used for estimation of virus particle titer and the knockdown efficiency of individual IGFBP-6 shRNAs, were obtained from ATCC (American Type Culture Collection) and maintained in DMEM (10% heat-inactivated FCS, 4 mM L-glutamine, 100 U/ml penicillin, 0.1 mg/ml streptomycin). Cells were grown in an atmosphere of 5% CO 2 at 37 8C and were subcultured by trypsinization with 0.05% trypsin-EDTA (Gibco Invitrogen) every 3-4 days.
Production of cellular supernatants
Young (18% of lifespan completed) and replicatively senescent (93% of lifespan completed) HDFs from pool 1 were seeded on 145 cm 2 cell culture dishes in 10% FCS DMEM at the density of 2.5 Â 10 6 . After 24 h cells were washed twice with PBS and incubated with serum-free DMEM for 5 h to get rid of the residual FCS. Then the medium was exchanged and fresh serum-free DMEM was added to the cells. After 72 h the supernatants were harvested and filtered with a 0.45 mm Steritop Filter (Millipore). Supernatants were further concentrated in a Stericup filtration column with cut-off of 5 kDa (Millipore) and proteins were precipitated by a methanol/ chloroform precipitation (Wessel and Flugge, 1984) . Protein pellets were freezedried and stored at À80 8C. The whole procedure was repeated 3 times, in order to produce 3 independent technical replicates for both young and senescent HDFs.
Protein sample preparation
The freeze-dried samples were solubilized in cold lysis buffer (8 M urea, 4% (v/v) CHAPS, 40 mM Tris-base), then centrifuged under 4 8C, 15,000 Â g for 60 min to remove insoluble fraction and transferred to a new tube. The protein concentration of each sample was quantified using Bradford kit (Bio-Rad). For each sample, about 100 mg of protein was subjected to in-solution digestion. The samples were reduced for 2.5 h at 37 8C by addition of 1 M dithiothreitol (DTT) to a final concentration of 2 mM DTT, and then alkylated for 45 min at room temperature by addition of 1 M iodoacetamide (IAA) to a final concentration of 10 mM IAA. Samples were precipitated using 1 ml of 50% acetone, 49.9% ethanol, 0.1% acetic acid and incubated at À20 8C for 16 h. The samples were then centrifuged at 15,000 Â g, 4 8C for 45 min and the pellets were collected. The pellets were further washed twice with pure acetone and pure ethanol separately and repeated centrifugation. Finally, the pellets were resuspended in 100 mM NH 4 HCO 3 and digested using 2 mg of modified trypsin (Promega) at 37 8C for 20 h. Before mass spectrometry analysis, the peptide mixtures were ultra-filtered using 10 kDa cut-off centrifugal filter units (Millipore) to remove trypsin and other undigested proteins.
Liquid chromatography tandem mass spectrometry (LC-MS/MS) analysis
The peptide mixtures from each sample were separated by reverse phase high performance liquid chromatography RP-HPLC followed by tandem mass spectrometry analysis. RP-HPLC was performed on a surveyor LC system (Thermo Finnigan).
The C18 column (RP, 180 mm Â 150 mm) was obtained from Column Technology Inc. The pump flow was split 1:120 to achieve a column flow rate of 1.5 nL/min. Mobile phase A was 0.1% formic acid in water, and mobile phase B was 0.1% formic acid in acetonitrile. The tryptic peptide mixtures were eluted using a gradient of 2-98% B over 180 min. The LC system was interfaced to a LTQ linear ion trap mass spectrometer (Thermo Finnigan) using electro-spray ionization operated in positive mode. The mass spectrometer was operated in a data-dependent mode to automatically switch between MS and MS/MS acquisition. Following a full ion scan (from m/z 400-2000) the 10 most intense precursor ions with charge states larger than +1 were selected for fragmentation. Former target ions selected for fragmentation were dynamically excluded with the following settings: repeat count: 2; repeat duration: 0.5 min; exclusion duration: 1.5 min. The normalized collision energy was 35.0.
Data processing
All acquired MS/MS spectra were processed using Bioworks 3.1 (Thermo Finnigan) and searched against the Human International Protein Index protein sequence database (version 3.39, www.ebi.ac.uk/IPI), using the TurboSEQUEST program. All cysteine residues were searched as carboxamidomethycystein (+57.02 Da). Homemade Buildsummary software was used to delete the redundant data as previously reported (Tang et al., 2007) . Additionally, to estimate the rate of incorrect identifications (false positives), all the filtered spectra were subjected to database searching against a composite database containing human protein sequences in both the forward (correct) and reverse (incorrect) orientation. Thresholds for Xcorr according to peptide false-discovery rate (FDR) lower than 1% were applied, with a fixed DeltaCn of more than 0.1. Further more proteins with less than 2 spectral counts were excluded and the final protein false discovery rate was lower than 5%.
Protein quantitation
A newly developed proteomic strategy of label-free quantification by spectral counts was utilized (Aebersold and Mann, 2003; Gramolini et al., 2008) . Briefly, the raw peptide counts of each protein identified in each sample were used as a semi quantitative measure for the protein relative abundance. To reduce the systematic bias from the proteomics data, this abundance was then normalized using the ''Global'' normalization method (Callister et al., 2006) . In this normalization method, the total raw spectral counts (T) in each LC-MS/MS run were set to an equal number (T constant ). For protein (i), the normalized abundance (X norm ij ) in the LC-MS/ MS run (j) should be computed as the following formula:
where X ij is the original raw spectral counts for the protein. The protein abundance based on normalized spectral counts was then used to perform statistical analysis. Three independent technical replicates for each group were analyzed. Student t-test was used to compare the differences between young (18% of lifespan completed) and senescent (93% of lifespan completed) HDFs. p < 0.05 and fold changes >1.5 were considered statistically significant.
Lentiviral IGFBP-6 knockdown and overexpression
Production of lentiviral particles was carried out according to the manufacturer's protocol (Addgene). For lentiviral knockdown, lentiviral vector pLKO.1, containing 5 different IGFBP-6-specific shRNAs (small-hairpin RNA) and control shRNA respectively were purchased from Open Biosystems. Two IGFBP-6-shRNAs with the best level of knockdown were chosen for further experiments (shRNA1: 5 0 -GAGAATCCTAAGGAGAGTAAA-3 0 ; shRNA2: 5 0 -GCCTGCTGTTGCAGAGGAGAA-3 0 ). For lentiviral overexpression, IGFBP-6 cDNA was cloned into the pLenti6/CMV/ V5-DEST Gateway system (Invitrogen). As a control empty vector and/or vector carrying green fluorescence protein (GFP) was used. For packaging of the lentivirus, HEK293FT cells were cultivated in 75 cm 2 flasks to 90% confluence and transfected with a mixture of two packaging plasmids: 7.5 mg psPAX2 and 2.5 mg pMD2.G (Addgene) together with 3 mg pLenti6/CMV and/or specific shRNAs pLKO.1 by Lipofectamine 2000 (Invitrogen). Supernatants were harvested 48 h post transfection. Lentiviral particles were tittered on U-2OS cells. Lentiviral infection was carried out in young (21% of lifespan completed) HDFs pool 1 upon reaching 70-80% confluence, using lentiviral particles at multiplicity of infection of 4 in presence of 8 mg/ml hexadimethrine bromide (Sigma) as a transduction enhancer. 72 h post infection, transduced cells were selected by either puromycin (500 ng/ml) in the case of knockdown or blasticidin (10 mg/ml) in the case of overexpression.
Real time-PCR
Total RNA from HDFs was isolated with RNeasy Mini kit (Qiagen). IGFBP-6 gene expression levels in transduced cells were analyzed at 32% of lifespan completed. In addition, IGFBP-6 overexpressing cells were checked for IGFBP-6 gene expression also at latter passages (90% of lifespan completed, data not shown). 1 mg of RNA was reverse transcribed using Transcriptor First Strand cDNA Synthesis Kit (Roche Applied Science) and oligo(dT) primer. Primers for amplification of IGFBP-6 (Acc. No.: NM_002178) and housekeeper beta-2-microglobulin (B2M; Acc. No.: NM_004048) were designed using Primer3 software (IGFBP-6 forward: 5 0 -AAGGAGAGTAAACCCCAAGCA-3 0 , IGFBP-6 reverse: 5 0 -TTTGAGCCCCTCGGTAGAC-3 0 ; B2M forward: 5 0 -GTGCTCGCGCTACTCTCTCT-3 0 ; B2M reverse: 5 0 -TCAATGTCG-GATGGATGAAA-3 0 ). The cDNA equivalent of 5 ng of RNA was applied to PCR amplification in combination with 15 ml of LightCycler 1 480 SYBR Green I Master (Roche Applied Science), a reaction mixture including FastStart Taq DNA Polymerase and SYBR Green I dye for product visualization. Real-time PCR was performed in triplicates for two independent measurements using the LightCycler 1 480 Instrument (Roche Applied Science). Cycling conditions were as follows: 95 8C for 8 min (initial denaturation step) followed by 40 cycles of target amplification (95 8C for 15 s, 60 8C for 8 s and 72 8C for 15 s) and final melting (95 8C for 1 min, 60 8C for 30 s, 95 8C continuous with five acquisitions/8C). Crossing points for IGFBP- Table 1 Differentially expressed secreted proteins. Quantitative proteomic analysis using LC-MS/MS combined with label free spectral counting approach identified 26 extracellular proteins that are differentially expressed by young (Y1-Y3; 18% of lifespan completed) and senescent (S1-S3; 93% of lifespan completed) fibroblasts (t-test, p < 0.05, fold change >1.5, n = 3 
Western blot and ELISA
Cells and cell supernatants from young (18% of lifespan completed) and senescent (93% of lifespan completed) HDFs were harvested. Cells were lysed in lysis buffer containing 50 mM Tris-HCl, 150 mM NaCl, 1% NP-40, 0.1% SDS, 0.5% Nadeoxycholate, 0.2 mM phenylmethylsulfonyl-fluoride, 1 mM NaF, 10 mg/ml aprotinin, 10 mg/ml leupeptin (pH 7.5). Cell supernatants were centrifuged at 300 Â g and IGFBP-6 levels and assayed by standard Western blot protocol using primary mouse monoclonal anti-human IGFBP-6 antibody (R&D Systems); goat anti-human Serpin E2 antibody (R&D Systems) and rabbit polyclonal anti-human GAPDH (glyceraldehyde-3-phosphate dehydrogenase) antibody (Santa Gruz Biotechnology). IGFBP-6 levels in supernatants were quantified by ELISA (Human IGFBP-6 DuoSet; R&D Systems) according to the manufacturer's protocol. Levels of p21 Waf1/ Cip1 in IGFBP-6 knockdown (32-42% of lifespan completed) and overexpressing cells (90-95% of lifespan completed) were assessed by Western blot using mouse antihuman p21 Waf1/Cip1 antibody (BD Pharmingen). As a loading control, mouse monoclonal antibody for a-tubulin was used (Sigma).
Cell proliferation assay
Cell proliferation was assayed by the 5-bromo-2-deoxyuridine Labeling and Detection Kit I (Roche Applied Science) as described by the manufacturer. Cells were incubated with BrdU labeling reagent for approximately 60 min. After the staining procedure, the incorporation was visualized by fluorescence microscopy and in addition analyzed by FACS. The number of BrdU-positive cells was expressed as the percentage of total cell number. The measurements in IGFBP-6 knockdown cells were performed at 32-42% of lifespan completed, in IGFBP-6 overexpressing cells at 90-95% of lifespan completed.
Assessment of apoptotic cell death
For detection of apoptosis, Annexin V staining and propidium iodide (PI) staining, were used. For Annexin V staining, HDFs were detached and incubated with 5 ml of Annexin V-FITC (Pharmingen BD Biosciences) in Annexin V-buffer, containing 10 mM Hepes, 140 mM sodium chloride and 2.5 mM CaCl 2 (pH 7.4) for 15 min. Cells were washed with PBS and Annexin V-FITC positive cells were measured using Flow cytometry (FACS). In the case of PI staining, cells were washed in PBS and resuspended in 0.1% propidium iodide (50 mg/ml) with 0.1% Triton X-100. The PI fluorescence of individual nuclei was measured by FACS. The measurements in IGFBP-6 knockdown cells were performed at 32-42% of lifespan completed, in IGFBP-6 overexpressing cells at 90-95% of lifespan completed.
Staining for senescence associated-b-galactosidase (SA-b-gal)
The senescent status was verified by in situ staining for SA-b-gal as described (Dimri et al., 1995) . Briefly, cells were grown on 6-well cell culture dishes, washed three times with PBS and fixed with 2% formaldehyde, 0.2% glutaraldehyde in PBS for 5 min. After another washing step with PBS, the cells were incubated with SA-bgal staining solution (150 mM NaCl, 2 mM MgCl 2 , 5 mM potassium ferricyanide, 5 mM potassium ferrocyanide, 40 mM citric acid, 12 mM sodium phosphate, pH 6.0, containing 1 mg/ml 5-bromo-4-chloro-3-indolyl-b-D-galactoside (X-gal)) for 24 h at 37 8C. The reaction was stopped by washing the cells with PBS. The number of SAb-gal positive cells was calculated as the percentage of total cell number. The measurements in IGFBP-6 knockdown cells were performed at 32-42% of lifespan completed, in IGFBP-6 overexpressing cells at 90-95% of lifespan completed. 
Starvation-mediated cell cycle arrest
Young (21% of lifespan completed) HDFs were seeded on 6-wells in 10% FCS DMEM at the density of 5 Â 10 5 . After 24 h cells were washed twice with PBS and incubated with serum-free DMEM for additional 24 h. Afterwards, the medium was exchanged and fresh serum-free DMEM was added to the cells. After 48 h the supernatants were harvested and stored at À80 8C. IGFBP-6 levels in supernatants were quantified by ELISA (Human IGFBP-6 DuoSet; R&D Systems) according to the manufacturer's protocol. As a control for cell cycle arrest, cell proliferation was assayed by the 5-bromo-2-deoxyuridine Labeling and Detection Kit I (Roche Applied Science) as described above.
ELISA measurements of human serum samples
IGFBP-6 levels in human serum were analyzed by ELISA (Human IGFBP-6 DuoSet; R&D Systems). The measurements were performed in 140 healthy volunteers, divided into 2 groups: the old age group (age: 66-92, n = 93) and the young/middle-age group (age: 25-41, n = 47). Blood draw was approved by the local ethics committee and all participants gave their written informed consent.
Ingenuity TM pathways analyses
Young (21% of lifespan completed) HDF were infected with IGFBP-6 shRNA1 and shRNA2 and/or SCR as described above. 20 days after lentiviral transduction (32% of lifespan completed) total mRNA was isolated by Trizol TM reagent (Invitrogen). Affymetrix microarray analysis using Human Genome U133 Plus 2.0 arrays was performed by the Microarray Facility Tü bingen (www.microarray-facility.com). Results were further analyzed for relevant signaling pathways, using Ingenuity TM Pathways Analysis software (https://analysis.ingenuity.com; Ingenuity Systems, Inc.).
Statistical analysis
Student t-test was used to compare the differences between individual samples. p values below 0.05 were considered statistically significant. The graphs represent mean values AE standard error of mean (SEM).
Results
Upregulation of IGFBP-6 gene expression in fibroblast senescence
To address senescence-associated changes in the secretome of human diploid fibroblasts (HDFs), supernatants from young (18% of lifespan completed) and senescent (93% of lifespan completed) human foreskin fibroblasts were harvested and subjected to LC-MS/MS analysis. A total of 407 proteins were identified by 6 LC-MS/ MS runs, and 37 differentially expressed proteins were selected, for which the fold change was >1.5 and the p-value was lower than 0.05. While the majority of the proteins identified in this analysis are well established as extracellular proteins (26 proteins in total, see Table 1 ), we also identified 10 differentially regulated proteins, which according to the literature are intracellular (data not shown) and one so far undescribed protein lacking annotations. The most likely explanation for the occurrence of intracellular proteins in cellular supernatants is leakage subsequent to cell death. An alternative possibility is that the proteins, which are primarily annotated as intracellular, may reach the supernatant by processes different from cellular leakage (e.g. ordered secretion), however, this possibility remains to be addressed. One of the proteins identified by differential secretome analysis was IGFBP-6, which was found upregulated in the supernatant of senescent cells (Fig. 1) . Upregulation of IGFBP-6 in the supernatant of senescent cells was confirmed by Western blot ( Fig. 2A) and ELISA (Fig. 2B) , for both HDF pools we tested. IGFBP-6 was readily detected in supernatants, but only traces of IGFBP-6 were found in cellular lysates ( Fig. 2A ), suggesting that after synthesis IGFBP-6 is rapidly secreted. In order to confirm, that the upregulation of IGFBP-6 is related to cellular senescence, and does not simply reflect cell cycle-related changes, IGFBP-6 levels were analyzed in cells exposed to serum starvation for 72 h, which quantitatively arrested cells in the G(0) phase of the cell cycle but did not show any impact on IGFBP-6 expression relative to control cells (Fig. S1) .
Depletion of IGFBP-6 reduces cell proliferation and induces apoptosis and senescence
To address the functional significance of IGFBP-6 upregulation in HDF senescence, 5 different commercially available shRNAs against IGFBP-6 were tested by transient transfection in IGFBP-6 overexpressing U-2OS cells (data not shown). The two most potent shRNAs (referred to as shRNA1 and 2 below) were selected and lentiviral particles were produced, suitable for stable downregulation of IGFBP-6 expression in primary cells. Young fibroblasts (21% of lifespan completed) were infected with lentiviruses expressing shRNAs 1 and 2, and the effect on IGFBP-6 mRNA was determined 20 days after infection (32% of lifespan completed). We found that cells infected with both IGFBP-6 targeting shRNAs displayed a significant downregulation of IGFBP-6 mRNA (Fig. 3A) and protein (Fig. 3B ), whereas infection with control shRNA had no effect. The analysis of transduced fibroblasts (32-42% of lifespan completed) revealed significant downregulation of cell numbers in cultures infected with viruses carrying shRNA 1 and 2, whereas control shRNA had no effect (Fig. 3C ). The observed reduction in cell number could be due to a decreased rate of cell proliferation or an increased rate of cell death, or a combination of both. When cell proliferation was assessed by bromo-deoxyuridine (BrdU) incorporation assays, knockdown of IGFBP-6 led to a significant reduction in the percentage of BrdU-positive cells (Fig. 4A ), suggesting that IGFBP-6 is required for the full proliferation capacity of these cells. When cell death was analyzed by Annexin V-staining and propidium iodide staining, we found a significant Fig. 2 . Levels of endogenous IGFBP-6 protein in HDFs. A) Representative Western blot of IGFBP-6 in cell lysates and supernatants of young (Y; 18% of lifespan completed) and senescent (S; 93% of lifespan completed) fibroblasts is shown. As a loading control, SERPINE2 with unchanged abundance in young and senescent supernatants was used. B) Concentration of IGFBP-6 in supernatants was measured by IGFBP-6 specific ELISA in two different HDF isolates (HDF1: p = 0.0011; HDF2: p = 0.0002; n = 3). upregulation in the rate of apoptotic cells upon knockdown of IGFBP-6 ( Fig. 4B and C) , suggesting that IGFBP-6 might also protect fibroblasts from apoptosis. Together the data suggest that the reduced cell numbers obtained with fibroblasts depleted for IGFBP-6 is due to both a reduction of cell proliferation rate and an increase in cell death. To address a potential impact of IGFBP-6 knockdown on cellular senescence, cells were stained for senescence associated-b-galactosidase (SA-b-gal). This experiment revealed a significant increase in the percentage of SA-b-gal positive cells when IGFBP-6 was depleted by either shRNA1 or shRNA2, whereas control shRNA had no effect (Fig. 4D) . The increase in the abundance of SA-b-gal positive cells was accompanied by a strong upregulation of p21 Waf1/Cip1 protein (Fig. 4D ) in IGFBP-6 depleted cells. These observations suggest that IGFBP-6 acts to prevent early onset of cellular senescence.
IGFBP-6 overexpression prevents apoptosis and delays senescence of human fibroblasts
The data obtained so far clearly document that IGFBP-6 is required to limit apoptotic cell death and to ensure the full proliferation potential of diploid human fibroblasts, suggesting that IGFBP-6 functions to delay cellular senescence in this cell type. To address this possibility further, we constructed lentiviral vectors for IGFBP-6 overexpression and infected young (21% of lifespan completed) HDFs with lentiviruses carrying this vector. As a control, lentiviruses with empty vector and GFP expressing vector were used. A few days after infection (32% of lifespan completed), a significant upregulation of IGFBP-6 mRNA (Fig. 5A ) and protein (Fig. 5B ) was observed. When infected cells were further passaged, the control cells started to reach senescenceassociated growth arrest about 90 days after infection, whereas the IGFBP-6 expressing cells continued to proliferate. At the end of the lifespan, overexpression of IGFBP-6 enabled the cells to perform 4-5 additional population doublings (Fig. 5C ). This was accompanied by a significant increase in the cell proliferation rate as measured by BrdU incorporation (Fig. 5D ) and a significant decrease in apoptotic cell death determined by Annexin V-staining ( Fig. 5E ) and propidium iodide staining (Fig. 5F ) at 90-95% of lifespan completed. 120 days after infection (ca. 95% of lifespan completed), nearly all the cells in the controls stained SA-b-gal positive, whereas roughly 50% of the IGFBP-6 expressing cells stained still SA-b-gal negative (Fig. 5G ) and displayed reduced p21 Waf1/Cip1 protein expression relative to controls (Fig. 5G ). Together these data fully support the conclusion from the previous experiments, namely that IGFBP-6 can delay entry into the senescent phenotype in human diploid fibroblasts.
Gene expression changes induced by IGFBP-6 depletion
Next we addressed potential mechanisms, underlying the actions of IGFBP-6. RNA was prepared from IGFBP-6 knockdown cells and analyzed for changes in the gene expression profile, using Affymetrix TM genome-wide mRNA profiling technology. The gene expression pattern was further analyzed for relevant signaling pathways, using Ingenuity TM Pathways Analysis soft- Fig. 3 . IGFBP-6 lentiviral knockdown in HDFs. A) Young HDFs (21% of lifespan completed) were infected with two different IGFBP-6 shRNAs (shRNA1 and shRNA2). IGFBP-6 knockdown levels were assessed by real-time PCR at 32% of lifespan completed. Results from two independent infections are shown (I, II) (p < 0.001; n = 6). B) Immunoblots show the IGFBP-6 protein levels in cell lysates and supernatants of knockdown cells compared to control shRNA (SCR). As a loading control, GAPDH and SERPINE2 were used. C) Growth curve of knockdown HDFs is represented as number of population doublings (PDL) after viral transduction.
ware and led to identification of NFkB pathway as potential functional target for IGFBP-6 ( Fig. S2) . Thus, we observed significant downregulation of NFkB-regulated genes coding for cytokines such as CCL2, CXCL1, CXCL5, and IL-8 in IGFBP-6 depleted cells (Fig. S2) . These findings imply potential role for IGFBP-6 in the regulation of NFkB activity.
Upregulation of IGFBP-6 levels in serum from elderly donors
To link our observations made in cell culture to aging phenotypes, IGFBP-6 levels were determined in serum of healthy probands in different age groups. We found that IGFBP-6 levels were significantly increased in serum from elderly donors ( Fig. 6 ), suggesting that IGFBP-6 upregulation may be relevant for human aging.
Discussion
The data obtained in this study suggest that IGFBP-6 is upregulated, when HDFs undergo replicative senescence. This has been discovered by an unbiased proteomic analysis of cellular supernatants and confirmed by Western blot and ELISA. When Representative figures show BrdU positive cells (green) with DAPI counterstained nuclei (blue) along with corresponding FACS profiles. Summary BrdU graph represents the mean value AE SEM (shRNA1: p = 0.000004; shRNA2: p = 0.0005; n = 12). B) Cell death of HDFs with IGFBP-6 knockdown was determined by Annexin V-FACS. Representative FACS profiles are shown, along with summary graph (shRNA1: p = 0.00002; shRNA2: p = 0.0005; n = 9). C) The apoptosis frequency of cells treated as in panel B was independently assessed by propidium iodide staining (shRNA1: p = 0.05; shRNA2: p = 0.04; n = 4). D) Changes in the senescence status were monitored by senescence associated b-galactosidase staining (SA-b-gal: shRNA1: 0.000009; shRNA2: 0.000005; n = 8). Representative Western blot shows the levels of p21 Waf1/Cip1 protein. As a control a-tubulin (a-Tub) was used. All measurements were performed at 32-42% of lifespan completed. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of the article.) IGFBP-6 gene expression was downregulated by shRNA-mediated gene silencing, cell proliferation was inhibited and apoptotic cell death was increased. Furthermore, downregulation of IGFBP-6 led to premature entry into cellular senescence. Since IGFBP-6 overexpression led to a slight but significant increase in cellular lifespan, the data suggest that IGFBP-6, in contrast to other IGFbinding proteins, is a negative regulator of cellular senescence in human fibroblasts.
Role of the IGF/IGFBP axis in cellular senescence
Signaling through the insulin/IGF signal transduction pathway is known to contribute to the modulation of lifespan in all metazoan organisms, where this has been studied (Bartke, 2005; Rincon et al., 2005) . IGF-binding proteins are essential modulators of IGF signaling. They do so by regulating the availability of IGF for its receptors, and IGFBP-6 might play a particular role because its affinity for IGF-II is approximately 50-fold higher than for IGF-I. Studies of cellular senescence have revealed an important contribution of IGF-binding proteins to the regulation of cellular lifespan. Thus, it was shown that IGFBP-3 is upregulated in senescent fibroblasts, endothelial cells and other cell types (Goldstein et al., 1991; Moerman et al., 1993) and IGFBP-3 prevents mitogenic signaling through extracellular IGF in senescent fibroblasts (Grigoriev et al., 1995) and thereby induces cellular senescence (Muck et al., 2008; Kim et al., 2007a) . IGFBP-5 is also upregulated in cellular models of replicative senescence (Hampel et al., 2006) and was shown to induce senescence in HUVEC (Kim et al., 2007b) . IGFBP-5 was also shown to contribute to fibrosis in vivo (Yasuoka et al., 2006) . IGFBP-6 was found upregulated in stress-induced cellular senescence (Xie et al., 2005) , but its regulation in replicative senescence of human fibroblasts has not been studied so far. Among the members of the IGFBP gene family, IGFBP-3, -5 and -6 seem to share additional functions besides IGF binding, since these three proteins contain nuclear localization sequences. Accordingly, a nuclear function was suggested for IGFBP-3, which seems to be independent of its capability to sequester IGF. Thus, it was shown that IGFBP-3 can interact physically and functionally with retinoid X receptor (Liu et al., 2000; Schedlich et al., 2004;  for recent review, see Yamada and Lee, 2009 ), leading to changes in gene expression. Recent studies also suggested that IGFBP-3 can inhibit transcriptional activation by NFkB (Williams et al., 2007; Han et al., 2011) , a family of structurally related transcription factors that regulate immune and inflammatory responses, development, cell growth, and apoptosis. There is increasing evidence that NFkB belongs to the key regulators of the senescence-associated secretome, and Acosta et al. (2008) have shown NFkB-dependent activation of several cytokines in oncogene-induced senescence. Hence, NFkB may play an active role in at least some forms of cellular senescence.
Role of IGFBP-6 in regulation of cell survival, proliferation, and senescence
Consistent with the here reported antiapoptotic activity of IGFBP-6 in human fibroblasts, several studies support a specific role for IGFBP-6 for cell survival in the nervous system, as IGF-II is the most abundantly expressed IGF in the adult CNS (Naeve et al., 2000) . Robust upregulation of IGFBP-6 mRNA in lesioned motoneurons suggests that this binding protein may be of special relevance for severed neuronal cells (Hammarberg et al., 1998) . Beilharz et al. (1998) have shown that IGFBP-6 was significantly upregulated in injured hemisphere following a severe hypoxicischemic (HI) injury. Since treatment of an HI brain injury with IGF-II was shown to worsen outcome and block the neuroprotective effects of IGF-I (Guan et al., 1996) , it can be hypothesized that IGFBP-6 may potentiate the neuroprotective actions of endogenous IGF-I (Beilharz et al., 1998 ) by a so far unknown mechanism.
Several previous studies showed that IGFBP-6 is accompanied mainly with antiproliferative phenotype due to its binding of IGF-II and blocking the IGF/insulin signaling (Bach, 2005) , and IGFBP-6 was reported as tumor suppressor in nasopharyngeal carcinoma (Kuo et al., 2010) . Moreover, IGFBP-6 gene expression is upregulated by agents which lead to the development of prematurely senescent phenotype, such as 5AZA (Kulaeva et al., 2003) , doxorubicin (Chang et al., 2002; Xie et al., 2005) and H 2 O 2 (Xie et al., 2005) . However, some studies show upregulation of IGFBP-6 in situations accompanied by increased cell proliferation and survival. Thus, a Gli1 binding element was found in the promoter of IGFBP-6 (Yoon et al., 2002) and recently, it was shown that, transcription factor Gli1 maintained cell survival by binding the promoter regions and facilitating transcription of Bcl-2 genes along with IGFBP-6 in a parallel manner in pancreatic cancer cells (Xu et al., 2009 ). IGFBP-6 expression was also shown to be increased in invasive but not non-invasive mammary carcinoma cell lines (Evtimova et al., 2003) . Finally, direct mitogenic and antiapoptotic effects of IGFBP-6 were described in the human osteoblastic osteosarcoma cell line Saos-2/B-10 (Schmid et al., 1999) . The studies reported here clearly suggest that IGFBP-6, unlike other members of the IGFBP family, delays cellular senescence in diploid human fibroblasts, and this activity seems to involve regulation of the cdk inhibitor p21 Waf1/Cip1 . A significant upregulation of p21 Waf1/Cip1 protein levels was observed in IGFBP-6 depleted cells, which contrasts with IGFBP-6 overexpressing cells, where the expression of p21 Waf1/Cip1 was strongly downregulated. It has been shown, that overexpression of p21 Waf1/Cip1 is able to induce a senescence-like growth arrest in some cells Fig. 5 . IGFBP-6 lentiviral overexpression in HDFs. A) Young HDFs (21% of lifespan completed) were infected with IGFBP-6 overexpressing lentiviruses. Levels of IGFBP-6 mRNA were quantified by real-time PCR at 32% of lifespan completed. As a control, cells were infected either with lentiviruses containing empty vector (Mock) and/or overexpressing green fluorescent protein (GFP). Results from two independent infections are shown (IGFBP6_1: p = 0.00004; IGFBP6_2: p = 0.0007; n = 6). B) Immunoblots show the IGFBP-6 protein levels in cell lysates and supernatants of HDFs with IGFBP-6 overexpression compared to Mock and GFP control cells. As a loading control, GAPDH and SERPINE2 were used. C) Growth curve of HDF with overexpression of IGFBP-6, Mock and/or GFP is represented as a number of population doublings (PDL) upon viral transduction. Data are shown in duplicates. D) Cell proliferation was estimated by BrdU incorporation assay. Representative figures show BrdU positive cells (green) with DAPI counterstained nuclei (blue) (p = 0.02; n = 8). E) Cell apoptosis was measured by Annexin V-FACS (p = 0.002; n = 4). F) The frequency of apoptosis of cells treated as in panel E was independently assessed by PI-FACS (p = 0.00045; n = 4). G) Changes in the percentage of senescent cells were monitored by SA-b-gal staining (p = 0.00005; n = 8). Representative Western blot shows the levels of p21 Waf1/Cip1 protein. As a control a-tubulin (a-Tub) was used. All functional assays were performed at 90-95% of lifespan completed. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of the article.) McConnell et al., 1998; Chang et al., 2000) , while deletion of p21 Waf1/Cip1 can postpone senescent arrest (Medcalf et al., 1996; Brown et al., 1997) . It may be interesting to note that in both cases the levels of p21 Waf1/Cip1 mRNA were not regulated (Micutkova et al., unpublished results) , indicating that regulation of p21 Waf1/ Cip1 gene expression by IGFBP-6 occurs at the posttranscriptional level, consistent with several previous publications reporting posttranscriptional regulation of p21 Waf1/Cip1 under various conditions (Li et al., 1996; Gong et al., 2003) .
Circumstantial evidence presented here may also support the NFkB pathway as target for IGFBP-6 action. Using Affymetrix TM genome-wide mRNA profiling technology in combination with RT-qPCR (Laschober et al., 2010) , we found a significant downregulation of NFkB-driven genes coding for cytokines such as CCL2, CXCL1, CXCL5, and IL-8 in IGFBP-6 depleted cells (see Fig. S2 ), suggesting that IGFBP-6 can influence NFkB activity; however, more work will be required to substantiate these findings.
We think that the increased production of IGFBP-6 by senescent cells may reflect an adaptive mechanism by which the cells avoid/ delay senescence-associated growth arrest. Along these lines, we found that IGFBP-6 expression level is increased in serum from elderly donors, suggesting that IGFBP-6 upregulation may be relevant for human aging.
